GST-FIP200 CTR
S. GFP-FIP200 CTR B,C,D,E) Protein inputs for the respective experiments in Fig. 1E, F , G, H. 20 µl of each sample (beads + supernatant) were collected after microscopy imaging and analyzed by SDS-PAGE followed by Coomassie staining.
F) The Atg19 C-terminus sequence is shown. The canonical LIR motif at the extreme C-terminus is labeled in red. Pink and green labels indicate two accessory LIR-like motifs: 376 FYSF 379 and 384 LPEL 387 . Phosphorylation sites are indicated in bold. The GFP-Atg11 CTR (aa851-1178) was mixed at 1µM final concentration with glutathione beads pre-coated with GST-Atg19 C-terminus (the phosphorylation-mimicking 3D mutant: S390D, S391D, S394D (Pfaffenwimmer et al., 2014) with the indicated LIR mutations (LL: L384, L386A, FF: F376, F379A, W: W412A) and the beads were imaged using a Zeiss LSM700 confocal microscope. The graph on the right shows average intensities (normalized to the signal of GFP-Atg11 CTR bound to GST-Atg19 C-ter 3D) and standard deviation of 3 independent experiments. The gel below the graph shows beads bound GST/GST Atg19 C-terminus constructs (1µl of each beads sample was loaded on the gel). b3 b4 b5  b30  b29  b28  b27  b26  b25  b24  b23  b22  b21  b20  b19  b18  b17  b16  b15  b14  b13  b12  b11  b10  b9  b8  b7  b6  b31 b32 b33   y32 y32 y31 y30 y29  y4  y5  y6  y7  y8  y9  y10  y11  y12  y13  y14  y15  y16  y17  y18  y19  y20  y21  y22  y23  y24  y25  y26  y27  y28  y3 y2 b3 b4 b5  b30  b29  b28  b27  b26  b25  b24  b23  b22  b21  b20  b19  b18  b17  b16  b15  b14  b13  b12  b11  b10  b9  b8  b7  b6  b31 b32 b33   y32 y32 y31 y30 y29  y4  y5  y6  y7  y8  y9  y10  y11  y12  y13  y14  y15  y16  y17  y18  y19  y20  y21  y22  y23  y24  y25  y26  y27  y28 y3 y2 y1 Although this makes an unambiguous designation for some of the potential sites impossible (S355, S361), a combined analysis with the data of the doubly phosphorylated peptide allowed a clear assignment for two sites (S365, S366). Additionally, there is evidence for phosphorylation of at least one or both of the neighboring sites at the positions S349/T350, as well as at S370/S375.
Depicted spectra were summed over the whole chromatographic peak, ions are color-coded for site-specific and -unspecific fragment ions, and the corresponding ion chromatograms are shown below each spectrum. Selected ions were validated manually in terms of mass accuracy, co-elution, isotopic envelope, and charge state. Dark blue: fragment ions with ambiguous site information; light blue, red, green: site-specific fragment ions; p: neutral phosphate loss; °: water loss.
C) HeLa and HAP1 cells were treated with puromycin, MG132, Bafilomycin or a combination of them for 3 h and cell lysates were analyzed by Western blot. The membranes were probed with a phospho-S349 specific antibody (top) or with an anti-p62 antibody (middle). An anti-GAPDH antibody was used as a loading control (bottom).
D) Binding of GFP-FIP200 CTR to GST-p62 FIR phospho-mimicking mutant assessed by GST pull-down. The same beads analyzed by microscopy in Fig. 2B were loaded on the gel before being washed (inputs) and after the unbound protein was washed away (beads). Electrostatic surface potential in ±5 kbT/ec. Ligands are depicted in yellow stick representation.
The arrow in S4E indicates the putative p62 FIR binding pocket. C) The samples (beads + supernatant) of the experiment in Fig. 5B were analyzed by SDS-PAGE followed by Silver staining. D) Representative SPR sensorgrams (top) corrected for background binding to GST and buffer control. The experiment was performed as described in Fig. 2E to analyze the binding of GFP-FIP200 CTR wt and R1573D to GST-p62 FIR wt and 4P. Equilibrium analysis (bottom) for the FIP200 CTR variants: GST-p62 FIR variants interaction was performed as in Fig. 2F . Binding of the FIP200 CTR R1573D was too weak to be accurately fitted for a K D app determination. Data were collected as two technical replicates of three independent experiments. E) Loading control for the experiment in Fig. 5D . After imaging, samples were recovered and analyzed by SDS-PAGE followed by Coomassie staining. Table S1 . FIP200-STG and wt Hap1 cells were subjected to StrepTactin purification followed by mass spectrometry. Listed are the known FIP200 direct interactors enriched in the FIP200-STG sample compared to the wt. A Log2(LFQ)≥1 was considered as significant enrichment. LFQ: label-free quantitation.
